Supporting online material

Materials and Methods
Tumor cell lines
B16-F10 melanoma cells (ATCC) derived from C57BL/6 mice were maintained in DMEM supplemented with 10% FBS and penicillin-streptomycin-amphotericin B. shRNA knockdown melanoma cells (CCL21 low ) were created using lentiviral transduction of shRNA for murine CCL21, or scrambled shRNA (Mission shRNA, Sigma-Aldrich) and CCL21 high cells by lentiviral transduction of murine CCL21serine cDNA. Briefly, lentiviral vectors containing either mCCL21 shRNA or scrambled shRNA were purchased from Sigma, while mCCL21ser cDNA from pORF-mExodus2 v2.1 (Invivogen) was subcloned into the PRRLSIN.CPPT.PGK.WPRE lentivector. Lentivectors carrying either mCCL21ser cDNA, mCCL21 shRNA or scrambled shRNA were then transfected into 293T cells together with the pCMVR8.74 packaging plasmid and pMD2.G envelope plasmid in a ratio of 3:2:1. Medium was collected after 48 hours and the virus was concentrated by ultracentrifugation. B16-F10 cells were transduced with either the lentivirus carrying mCCL21 shRNA (CCL21 low ) or scrambled shRNA (control), or mCCL21ser cDNA (CCL21 high ) at a multiplicity of infection of 10 4 . Stably transduced cells were selected through antibiotic resistance to puromycin according to the manufacturers guidelines. Clones were generated by serial dilutions and expanded; clones were chosen following ELISA and PCR for mCCL21. Beta tumor cells (βTC) were transduced with lentivectors carrying mCCL21ser cDNA in the same way to overexpress mCCL21. 
Cell isolation
Mice were anesthetized and sacrificed by cervical dislocation. Tumor volumes (V) were estimated by the formula V = π/6 Lw 2 , where L = longest dimension and w = shortest dimension of the tumor. Tumors and LNs (draining brachial and axillary LN, and non-draining inguinal LN)
were incubated in collagenase D (1 mg/ml in HBSS with 2% FBS) for 3h (tumors) or 30 min (lymph nodes) at 37°C. The reaction was quenched with 100mM EDTA. Splenocytes were isolated following mechanical disruption of spleens. Cell suspensions were passed through a 70
μm cell strainer and washed with HBSS.
Peritoneal macrophage isolation
Murine macrophages were isolated by injecting Brewers Thioglycollate medium i.p. into C57BL/6 mice. After 4 days, mice were sacrificed and the peritoneal cavity wall was exposed.
14 10 ml sterile saline was injected into the peritoneal cavity and mixed, and the macrophage-rich fluid was withdrawn. Cell suspensions were passed through 40 μm cell strainers and characterized phenotypically by flow cytometry analysis before being assayed in vitro.
Antibodies and flow cytometry
The following anti-mouse antibodies were used for flow cytometry: CD45-APC, CD45-Pacific 
Immunofluorescence
Frozen samples of tumors, non-draining axillary lymph nodes, and normal skin were cryosectioned (10μm) and subjected to standard immunofluorescence protocols using the following anti-mouse antibodies: FITC-conjugated rat anti-CD31 (1:100, BD Pharmingen), rabbit anti-LYVE-1 (1:500, RELIATech), goat anti-gp38 (1:75, R&D Systems), rat anti-ERTR7
(1:50, Hycult Biotech), rat anti-Crry (1:100, BD Pharmingen), rat anti-PNAd (1:100, Biolegend), hamster anti-CD3ε (1:100 BD Pharmingen), rat anti-CD45r (1:100, BD Pharmingen), Rabbit anti-iNOS (1:100, Calbiochem), rat anti-IDO (1:75, BD Biosciences) PE conjugated Gr1 (1:100, Invitrogen) and Alexa 647 conjugated CD11c (1:40, Ebioscience); fluorescently conjugated secondary antibodies were from Invitrogen, and samples were counterstained with DAPI (Vector Laboratories).
In vitro characterization
Proliferation and spheroid-forming potential of tumor cell sub-lines were assessed in vitro. Cells were seeded within 3D Matrigel matrices (BD Biosciences) in DMEM with 10% FBS, and proliferation was measured by digesting the gel using BD Cell Recovery Solution (BD Biosciences) at various timepoints and counting the cells. For spheroid formation studies, cultures were maintained in 3D matrices for 6 days. In some experiments, CCL21 low cells were supplemented with 500 ng/ml rmCCL21 and control cells were treated with neutralizing antibodies against CCR7 (20 μg/ml, Ebioscience clone 4B12). Gels were imaged and average spheroid volume was calculated. CCR7 expression was confirmed by FACS analysis. Briefly, murine bone marrow-derived dendritic cells (positive control) were harvested and tumor cells were detached with Accutase then labeled with fixable live/dead violet (Molecular Probes) prior to fixation and permeabilization (BD Cytofix Cytoperm solution, BD Biosciences). CCR7 was then detected with anti mouse CCR7-PECy7 (Ebioscience) following the staining protocol described earlier.
In vitro migration
A modified Boyden chamber assay was used to assess functionality of CCR7 and responsiveness to CCL21 using 10 mm diameter, 8 μm pore transwell inserts (Millipore). 100 μl 1.8 mg/ml collagen (BD Biosciences) containing 10 6 tumor cells/ml were seeded, and after polymerization, 500 ng/ml rmCCL21 (R&D Systems) was added to the lower chamber. In some chambers, neutralizing antibodies against CCR7 (clone 4B12, R&D Systems) were added at 10 μg/ml to both the medium chambers as well as in the gel compartment. Chambers were incubated for 24 h, after which gels containing non-migrated cells were removed; chambers were fixed and membranes stained with DAPI. Migration was determined by counting 6 random fields of view.
To determine the responsiveness of immune cells to the different tumor cell sublines, tumor cells were seeded in 24-well plates and allowed to adhere overnight, after which the medium was switched to basal medium. Peritoneal macrophages or splenocytes were seeded into 24-well transwell inserts, which were then incubated in the tumor cell-containing wells for 24 h.
Transmigrated cells were stained for appropriate markers and evaluated by flow cytometry.
Statistics
Unless otherwise noted, data in bar graph form are presented as mean ± SE while data shown as individual points include the median ± S.E. Statistical significance was defined as p < 0.05 following one-way ANOVA and post-hoc analysis. When normality tests failed, Kruskal Wallis tests were performed. Box plots are presented as Tukey box plots. 
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